Isolation of the Melanosome Fraction after Centrifuga tion-At the end of centrifugation, the position of the strata in each tube was recorded (Fig. 1 B) and the fraction contained in the bottom of the tube (i. e., between the bottom and a point 1cm above the bottom) was isolated by means of a specially designed centrifuged-tube cutter (13 could be compared.
The color of the reaction mixture of A at the end of incubation was much darker than that of B.
As can be seen in Table  II Fig. I and Table I suggest that differences in the specific activity of tyrosinase may be related to degree of melanization of melano somes. The decrease in reaction velocity fol lowing incubation with dopa of melanosomes isolated from Harding-Passey melanoma (Ta ble II) appears to be related to the degree of in vitro melanization of melanosomes by incubation in dopa. In melanosomes incubat ed with dopa for three consecutive periods the tyrosinase activity is reduced 73per cent below control levels, while in melanosomes incubated for the same period without dopa, the tyrosinase activity is reduced only 7per cent below initial levels.
The question arises whether the decrease in reaction velocity might be explained by the type of reaction inactivation observed by Nelson et al. (15, 16) in preparations of plant tyrosinase.
These workers noted that orthodiphenolase or catecholase activity under goes early and progressive inactivation as oxidation of the substrate proceeds.
In pre parations of mammalian tyrosinase, this effect has not been observed with the diphenolic substrate, dopa. The reaction inactivation of plant tyrosinase does not appear to be due to products known to be formed during the oxidation of catechol, but occurs at the time when catechol is oxidized. The linear relationship between the con centration of dopa in the incubation mixture and the reaction velocity of tyrosinase clearly shows that the relationship between dopa concentration and tyrosinase activity is in verse. The same inverse relationship between enzyme activity and substrate concentration is found in melanosomes which have been incubated with tyrosine instead of dopa. Thus the reduction in the reaction velocity of tyrosinase (as shown in activity units of Hogeboom and Adams (17) ) after in cubation in tyrosine or dopa would appear to result from a blocking of the active centers on the enzyme rather than from inactivation of the reaction.
It is likely that the centers of tyrosinase activity in the melanosome are blocked by the quininoid intermediates (dopa quinone, indole-5,6-quinone) in a chemical process similar to tanning and that during melanization melanosomes are gradually con verted from enzymically active particles (early stages) into masses of inert melano-protein (Fig. 6) 
